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in , Figure 1 . Autoradiogram of a 6% denaturing sequencing gel, showing the effects of methylation and piperidine treatment on DNA revealed by repeated primer extension. The DNA was a Xenopus |3 globin gene plasmid, digested with EcoRI. The sequence-specific radioactive primer was a 5' end-labelled 17mer that hybridises to the sense strand of the /3 globin gene in the first exon. Lane 1:100 ng of DNA that was partially cleaved at G residues by treatment with DMS and piperidine (9) and repeatedly primer extended with 0.5 pmols end-labelled oligonucleotide. Lane 2: 100 ng of DNA that was patially methylated at G residues by treatment with DMS, then primer extended. Lane 3: G > A sequencing ladder on end-labelled DNA, produced by repeated primer extension of 100 ng of plasmid DNA with 0.5 pmols of end-labelled 17mer. In aligning the bands in lanes 1 and 2 with those in lane 3, allowance was made for the fact that piperidine-cleaved DNA molecules contain a 3' phosphate and run effectively 1.5 nucleotides faster than primer-extended products of identical sequence (10) . Futhermore, the G residues mapped in lane 3 are on the opposite strand to those revealed in lanes 1 and 2. Lane 4:5' end-labelled pAT153/HpaD marker. Lane 5: 100 ng DNA, primer-extended with end-labelled oligo. All pnmer extension reactions were carried out in a volume of 20 /J, containing 100 ng of DNA, 0.5 pmols endlabeUed primer, 2 M l of lOxbuffer (100 mM Tris-HCl pH 8.3 at 42°C, 500 mM KCI, 20 mM MgCl 2 , 0.2% w/v gelatin), 2^5% Tween 20, and a final concentration of 200 jiM of each dNTP. After gentle mixing the samples were overlayed with paraffin oil and incubated at 95°C for 5 minutes, in a thermal cycler. They were then held at the annealing temperature (63°C), while 1 unit of Amplitaq (Cetus) was added, and then incubated for 2 minutes at 75°C. A programme of 15 cycles, each consisting of 30 seconds of dcnaturation at 94°C, 10 minutes of annealing at 63°C, and 2 minutes of chain elongation at 75°C, was used for the amplification procedure. After the last cycle the samples were held at the annealing temperature before adding an equal volume of formamide dyes and loading an aliquot onto Che sequencing gel.
